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C-type Natriuretic Peptide , Defesin 1 , Elafin , a -Endorphin , /3 - 
Endorphin, r -Endorphin, Endothelin-1, Endothelin-2, Big Endothelin-1, 
Big Endothelin-2, BigEndothelin-3, Enkephalin, Galanin, Big Gastrin, 
Gastric Inhibitory Polypeptide, Ghrelin, Glucagon, Glucagon-like peptide 
5 -1, Glucagon-like peptide -2, Growth Hormone Releasing Factor, Histatin 
5, Insulin, Joining Peptide, Luteinizing Hormone Releasing Hormone, 
Melanocyte Stimulating Hormone, Midkine, Neurokinin A, Neuropeptide 
Y, Neurotensin, Oxytocin, ProadrenomeduUin N-terminal 20 Peptide, 
Parathyroid Hormone , PTH related peptide , Peptide Histidine- 
10 Methionin-27 , Pituitary Adenylate Cyclase Activating Polypeptide 38, 
Platelet Factor -4, Peptide T, Secretin, Serum Thymic Factor, 
Somatostatin, Urocortin, Vasoactive Intestinal Peptide IkZfZLtl 
&i)mtf*>n. ^W^KD^JttTIJ Growth Hormone Rtf-?-<Z>^#£££ 

is *5swvte, -fe u >m&&^m-?z>-$ u F&frf-m&ift 1000-20 

0 0 OTfeS^U^y^Klr^>ViTllJSTSC:<i:^0*bV^ ir'J>^S 
&^m?2># U ^9 F#, >bm&1- b U ^hMW^f9 FT** Z. D 0 

T$>* 

ffl^*^tj&tT#* ! b©T?*n««Ft'iS3e$n*'b©TttfeVi. mz.it* w&m 

SiiitlTliif (Saccharomyces K«?) , W}®fflm (CHO JHHfl&flP) 
25 4#»C^C»lSI^»*Uvi. 

a) ^«te«iaiifi&»*bTae™iftA#u^y^F*«ifi-r*^ffi^*viT, 

<fc0, SiJ^^T**^U^y^FO^^«Jft!|-r*^, 
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d) m±J$#V^y^\ i &7±^Mt2nrzMmW'?&Z>a) TbSc) 13^©^ 

10 75Sd) IE«cO^> 

f ) U H©^1^ 1 00 0~2 0000t^a) 7!» 
Me) f2*c<D>^fe, 

g) a^m^^U^^F^M^hU^AfiJ^y^KT^S f ) B2«c 

15 h) fomte-}- h D ^AfU^y^ 1 Ftfk h^Stt^" h U ^7AfiM^^ 
g) B2*c<E>2rt£, 

lS^Mia*WS»l!aXttll«fflliatt^'»T?»*a) Mh) IB«0^, 
j ) Ig^aWSdt, ^^Ta&S i) gB*©^, RZfi 
20 k) f&&^, j) E«©:£Ss. 

25 t5 il tick 09J4««#U H04«*«i(Ht5m RtfiB4jj*«D4 

mm*.* o h* k> %m^mzi x h-nmm?% z t^mtta^o 
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mmm 

5 Z\LU<. cn^Ofl, m&f&h'S&hOT'&Z. 

(S2^J##2), U ^>SW**tr 3 ygg^ICU >#-gE?!l(Gln-Phe-:Lys) 

10 £\ BaU-PvuII m%C&X.£:2-&rz pBR322 (Nature. 1980; 283 :216-8) <D EcoRI. 
Dral mmzZ >^U fg^^--pGHa97Sn £f« Lfc (El 1 : Bt^ 

Hig^ 2 : R 1 (Dffi£ 
15 (1) J&*Rtf£*A#iaJK 

±U<D^my^7s^ H^SA$nfc^:JlMW3110^ (W3110/pGHa97SII) 
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& 1 NU#*fi©fflj£ (JfiFJftlLMSfct)) 





4g 




4g 




4g 




2.8 g 




0.2 g 




1.2 g 


MgS0 4 - 7H 2 0 


2g 


FeS0 4 • 7H 2 0 


40 mg 


CaCl 2 • 2H 2 0 


40 mg 


MnS0 4 • nH 2 0 


10 mg 


A1C1 2 • 6H 2 0 


10 mg 


CoCl 2 • 6H 2 0 


4 mg 


ZnS0 4 • 7H 2 0 


2 mg 


Na 2 Mo0 4 • 2H 2 0 


2 mg 


CuCla • 2H 2 0 


1 mg 


H 3 B0 4 


0.5 mg 




2m g 



t&m\*if)l<n— 33*0, pH7.0, 2§#m^t?&g 30%(£&#TfTV^ 

^mmm^vxm'Amm-r^ z. t \z& k> , h an ps*^ >/t^st©fi3i£{]£u 

fcBte* >/N°^««±^#^ >/^I© 30%^±T$>o fco 

"7 > h>— rf— U yib^s-y-i ^—(ISM-SAT) Sr/B^T, 

5ooKg/cm 2 ©^ftT^^^t^ xii m>bmiz&r)tt.mmft (M\m *® 

JRLfco &\Z. it^iH*(D30mMTris-HCl(pH9.3)^^2:^JDL. SgiS^ 
«^^lC#^nfctt^^5S»© 30mMTris-HCl (pH9.3)^«^lC^bfci. 

( 2 ) r i <Dmm 

)k\Z. nzntzmAfc* 5M m.m^tS 30mM TrisHCl (pH9.3)MW(C!l 

^•M^u^io mAmz*\zmmLrzm&. oD66om^22oic^^^a$:^fflL 
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fee n(om\wmmm.\z. 3.5 =L=^y h/L om^-v api c^mus) *saiou 
30 *ct 1.5 ra^j^fs^^^bfeo 02«ii^(DH7E ^jom^nfc: 

hANP£ri£*g HPLC T##rL£:t>G!rC&£o ##rte;fr^A*Sg 40^, 
lml/min., A*; h>J7Jl'tO^M (l— 1000) » B & ; 7± h U )V • 
5 (0.95-1000) mm (1:1) Sft/fl U B ^OflJgHilSS: 

43% £u ^mm^Bm^-mm-r-Dmnu^^x. i6ftmT52%ttz2>&o 

ft^S>X>Fj££«J:t)fTofc. R 1 «hANPtC*fr^ffi*f^ffil^K^ 1.1 O 

(3) RKDmm 

10 ^13. R 1 ©ii^tfforcfe, R 1 ©Mg^frofc. ^^Sc7)^Tmc7)SJE& 

&38'fr#«*Cl**L.fc. 2.5M 50 mM ^T^^E-^A^ 

(pH5.0) CM-h3A°— )V (TOSOH) K±?if SrSsiPLT, R1R 

^hANP^t^tm ifi^hUC7A©Jfi«43ET«mS^ h AN P 
15 &Z£R l £<£tr®a*&#fl5tbfc. 

#<b*l*:#ffl{:: 20% (vol/vol) \Zifc^-T2>m<DWm.*n^ XPfrz/JKCia) 
£'J^>h*<!:t5)£ffl^7A (sokenODS) KMU h ANP ^ Aid© 

R 1 &-£tsm#&ftmsfc. 
20 3KD.i-5(CUT^e>n/c^a$r^*f^^*g HPLC (YMC-Pack ODS- 

A-302 : 4.6mm x 150mm) iZfrtf, R 1 £#SrT5 H tT, i^^CDR 

1 

(4) R 1 <D*§it#tlT 

R 1 ©«|jfi^«ftt» xH*7>^t«kSN5|c«il^e>©7S/ltEyiJ, K.tf-7X7> 
25 ^ (xi^ hux-fU- • -frfx-ir-va >«0 fc.fcSSHPaSljeK.fc 0 
n-ofzo t<Dmm. N^»^c7)iBJiJ«hANPc7)@2^J^--i!(UTVi^>C<h^J 
BJUfec — 7X7^ h;l/^t>fc7)^«^S 3122 <hfcD> hANP©^ 
^*308GKJt^42«frt*#Vi^T**it**^&3&^Ja:ofc (S3) . Z.tl 
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mm. r )V3r~>mmm$?-v ^>mmizn-r^mm<D^m^%^ti^. 

5 WX$>Z> 0-7-k^)l±V > fim& ft^&f&ZtlZZ tlT 3$ V (Kredich, 

N. M. :Biosynthesis of cystein in Escherichia coli and Salmonella, second 
edition ASM press, p514-527) , # U Y^CDUW&i \Z 0-7±^)V±i U > 

10 mmm 3 : 7sy momm lri <D^mm 
(i) mm 

W3110/pGH a 97SII (Z>ggf§&#M£ 100ml <D LBD J£ffii(l% h U 7 h >»0.5% 
§|«X*X, 1 %^K^tl, 0.1M U>m^UC7A^«lpH7.0]) 37*0 

xmimmmmmm^rf-orz, nztifrmmmtzmmmm. io%ic&£«fc-5ic:yu 
mvnmizm^rz. 

Z\<D&&$kWW&200mL<Di£l(DNUm)& ttSU pH7.2, M^HCte^Ml/^ 

— x(4 g /L)^fflu, gg#x*x o.ig/L^jgb^'bo) \zmx. 33t:t— mm 

mmmi>ti 0 H#^^^«fcD^ffib,^31^7K(0.9%NaCl)T-^^U, * 

20 m<Dm&mm<D i m& e> 8 miztzz «t k^js^&tk (o.9%Naci) ^j®»3jpa. 

#IC, Z\ <DWM$W(M%& 2mL L-77->, ^U~», L-nH>->, L--f 

LhU^h77X L-yoU>, L-^^5>, L-^;k$^>S^ L-TXA* 
25 7*r>, L-7XA7^>SI, LXl/t->, L-T;MrX>, L-Uv^RtfL- 
tX^i/XDViTn^S 3g/L (D^T^ti lOOmL ONUlgi «SU pH6.9- 
7.0, SI^X^rXteO.lg/L > ^^JC«^U-feU> (lOg/L) fc»JnU 

( 2 ) jfet AteHJiRRtf R 1 O^ffiJ^J 
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^7773«»^M^I (7000rpm, 20 #) fc.fc r>mW*®mk. 
5 ml <Dfl£-T * >*IMI, ^^iifflBa^a^iD^MllSrfTo^. #lw, 
S'fr#Ht (I2000rpm, 5 #) Di*A#£&JSM#K:0iKU 5ml <Z> 30mM 
Tris-Ha(pH9.3)»«a[T»»L, HSBS'L^Hi (12000rpm> 5 #) Srtfl^ 

^IC, f# £ A# £ 5M mm^atS 30mM Tris •HCl(pH9.3)i^©f& 1 mL 

Lfc. ^A#«lmL<07K^«Lfc^, OD660#^22 

mz&mvrco ^^>/\°^«^£©hANP(D)ggtte, 0.004 ^L-^h/mLS 

API ynf7- 1: (fP^M^) £§siQU SO'CTfctJ 150min OKf^-iZJz D 
10 fTo/io Kfo'tik, mfoftM (12000rpm , 5 £fTt^ n^tlTc±m 300ML 
(d 13.5~15.5ML <D 5%Wtm%mimV. 450ML <D^7jCT?^b^Co £<£t£f£T 
£CfcttJ8«3i£»#gi (12000rpm, 5 #) tCcfcOI&^U _Lt*& HPLC 
A : YMC-Pack ODS-A302) T##rbfc. Rl» h AN P IcSfTS fcf-^ 

15 ^2teh ANPlC2tT3R 1 <D^»S:ffi^JtiSeb^: 5 b<DT^^. 



^2 hANP (C>Ct"l*^>R 1 CD£feJ5&fi<E>Jt;t£ 





hANP 






r i omttttm 






(%) 


it) 




8.97 


1.00 


L-Lysine 


6.42 


1.88 


L-Threonine 


5.48 


1.95 


L-Methionine 


4.15 


1.84 


L- Alanine 


5.00 


1.30 


L-Tryptophan 


10.08 


0.76 


L-Serine 


5.24 


1.24 


L-Glycine 


4.26 


1.25 


L-Histidine 


3.71 


1.39 


L-Isoleucine 


5.90 


1.22 


L-Glutamic acid 


1 5.57 


1.68 


L-Glutamine 


6.10 


1.16 


L-Arginine 


5.02 


1.92 


L-Aspartic acid, 


6.83 


1.87 


L-Asparagine 


6.35 


1.86 


L-Proline 


9.01 


1.62 
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\z]t^ 5o%^±r i<D&j&mtfWP'?z>z\t-mmwvtzo &tzz.nt><D7^; 



14 



WO 01/85945 



PCT/JPOl/03909 



6. ■feU>3»*^ : <tr**U'<^l 4 ©^«* , Wl 000-20000T 

8 . *&wtt* h u ^ Af u^^y^ f b f vm&r F 'J 9 Af ijm^-/^ f t* 
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SEQUENCE LISTING 

<no>-y->hu-^#a 

5 <130>YCT-601 
<160>2 

<210>1 
<211>28 
10 <212>PRT 
<213>t h 
<223>hANP 
<400>1 

Ser Leu Arg Arg Ser Ser Cys Phe Gly Gly Arg Met Asp Arg He Gly 
15 I 5 10 15 

Ala Gin Ser Gly Leu Gly Cys Asn Ser Phe Arg Tyr 
20 25 

<210>2 
<211>97 
20 <212>PRT 

<213>Escherichia coli 

<223>N terminal of /3-galactosidase 

<400>2 

Thr Met He Thr Asp Ser Leu Ala Val Val Leu Gin Arg Arg Asp Trp 
25 1 5 10 15 

Glu Asn Pro Gly Val Thr Gin Leu Asn Arg Leu Ala Ala His Pro Pro 

20 25 30 

Phe Ala Ser Trp Arg Asn Ser Glu Glu Ala Arg Thr Asp Arg Pro Ser 
35 40 45 
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Gin Gin Leu Arg Ser Leu Asn Gly Glu Trp Arg Phe Ala Trp Phe Pro 

50 55 60 

Ala Pro Glu Ala Val Pro Glu Ser Leu Leu Glu Ser Asp Leu Pro Glu 
65 70 75 80 

5 Ala Asp Thr Val Val Val Pro Ser Asn Trp Gin Met His Gly Tyr Asp 

85 90 95 

Ala 
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